Rat Primary Mesangial Cells were seeded at 1.3 x 105 cells per well in 6-well tissue culture dishes in DMEM + 15% Horse Serum + 1% Penicillin/Streptomycin. On following day cells were treated with different concentrations of RTA 405 for 16 hours, or RTA 405 for 16 hours followed by Ang II (1 µM) for 30 minutes, or Ang II (1 µM) for 30 minutes followed by RTA 405 for 16 hours. RNA was isolated using QIAshredder and RNeasy kits (Qiagen) and was reverse transcribed using iSCRIPT (Bio-Rad). qPCR was performed using SYBR Green (BioRad) and Bio-Rad CFX instruments. Data was analyzed using the DDCT method and normalized Male Sprague-Dawley rats were administered vehicle (sesame oil, n=3) or RTA 405 (100 mg/kg, n=5), once daily for 3 days. On Day 3, rats were euthanized 16 hours after the final dose and kidneys were removed, frozen in liquid nitrogen and stored at -80°C until analysis. NAD(P)H dehydrogenase quinone 1 (Nqo1) enzyme activity was determined by quantifying the rate of disappearance of DCPIP. Glutathione reductase (Gsr), glutathione S-transferase (Gst), and thioredoxin reductase (Txnrd) enzyme activity were determined using commercially available kits. Total GSH was determined using the Promega GSH-Glo™ assay. * denotes P<0.05 and †
